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Ha6op pns onpepenenus Pseudomonas syringae

KaT. Homep TFDO10

HasHauenue

Ha6op npepHo3HaueH Ons NpoBefeHWs aMnndukaumMm cneumdnyeckoro ydyacTtka
reHomMa natoreHa B o6pa3uax BbigeneHHon OHK mn3 dutomatepuana B pexunme
peasnbHOro BPEMEHU C NCMNOSIb30BAHUEM GryOpPeCLIEHTHbBIX 30HA0B.

Cocras Ha6opa

PeareHt Konunuecrtso

BroMacTep UDG HS-gPCR (2x) 1x1,25mMn
Ha6op npanmepos Ps.syr 1% 165 mkn
CrepwunbHas Boaa 1x1,25mn
MO3UTUBHBIA KOHTPOMBHBLIM O6pa3eL, Ps.syr 1x100 mkn
BHYTpEeHHWI KOHTPOMbHLIN o6pasel, IHK 1x 550 mkn

Ha6op paccuntaH Ha npoBeeHne 100 aHANM30B B 06bEMe 25 MKIT HO OOHY PEeaKLMIO.
NPOBEAEHUE UCCNIEQOBAHUS

MpoTokon nocraxosku MUP
B kayecTtBe MaTpuLbl O NPOBEOEHMS PeaKLMM ncnonblyeTcs oumeHHas OHK u3
06pPA3LIOB.

A. NMoproTtoBka npo6 ans npoeegeHus MNMLP

O6Lwmin o6beM peakUUMOHHOM cMecu — 25 Mk, BKItodas o6beM Npo6bl AHK— 5 Mk,

1. PasmoposnTb npobupkn ¢ peareHtamm broMactep UDG HS-gPCR, CtepunbHyto
Boay, Haéop npanmepos Ps.syr 1 MNO3NTUBHLIN KOHTPOSbHBIN 06pa3eL, Ps.syr - kaxayto
NPOBMPKY TLLATENBHO NEPEMELLAThL HO BOPTEKCE.

2. OcapguTb KAMAM XMAOKOCTM CO CTEHOK U KPbIWEK MPOBUPOK, KPATKOBPEMEHHO
OTKPYTMB UX HO MUKPOLEeHTpudyre.

3. B oTmenbHOM npo6upke MPUroTOBUTL PEAKLMOHHYKO CMeCb O6beMOM [And
Heo6XxoAMMOro KomnmnyecTsa o6pasuoB (N+1, rome N — KomMuecTBO MccrnemyeMmbix
OBPA3LIOB C YYETOM BCEX KOHTPOSEN).

Koutponu arana MNLP:
a) oTpuuaTenbHbiin kKoHTPosb NUP (K=) — ctepunbHas Boaa;
6) NONOXMTENbHbIA KOHTPOIL MLP (K+) — No3uTHBHbIR KOHTPOSMBHLIM 06paseLl, Ps.syr

CocTaB peaKUMOHHON cMecH Ha 1 MpodupKYy:

KoMnoHeHT O6beM
BuoMacTtep UDG HS-gPCR 12,5 Mkn
Ha6op npanmepos Ps.syr 1,5 mMkn

CrepuanbHas Boga 6 MKn
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4. TloMecTnTb TOHKOCTEHHbIE MPOBUMPKM HA LUTATUB «padoyee MecTo», AO60BUTb
OTAEeNbHbIM HOKOHEYHUKOM 20 MKJT PEOKLIMOHHOM CMeCK B KOXAYHO. [pOMAPKMPOBATL
NPOGUPKM.

BAXHO! Mpwn ncnonb3oBaHMM NPUEOPOB Ans AMIMGUKALMM C BEPTUKOSbHBIM CbEMOM
OeTeKkumMmn ontnyeckoro curHana (Hanpumep, QuantStudio 5, Applied Biosystems;
iCycler iQ5, Bio-Rad v gp.) 3anpelueHo NpoBoanTs MAPKMPOBKY HO KPbILLKE MPOSUPOK.

5. Jo6aBnTb OTOENBHBIMWN HOKOHEYHUKAMM B MPOBUPKM C FOTOBOM PEAKLMOHHOM CMECHIO
no S Mkn o6pasLd, B NPOSUPKM LN KOHTpONenm Mo 5 MK COOTBETCTBYIOLLMX
KOHTpOnen.

6. OCTOPOXHO NnepemMeLLaTb 6e3 06PA30BAHMS My3blpen U COPOCUTL KAMMK, UCMOMb3Ys
BOPTEKC MM LieHTPrbYry (Mpm 3TOM HEOBXOAMMO UCMOMBb30BATL CMELMANbHbIA POTOP
0715 MUKPONPOBUPOK.

B. Mposepexue MNLUP u peTexuun ¢pnyopecueHTHOro curHana

1. BktounTb aMnnndmUKaTop € CUCTEMON OETEKLUU B PEXUME «PEeasIbHOroO BPDEMEHU» U
3aMyCTUTb MPOrPAMMY.

2. TloMecTuTb noOAOroToBfEHHbE AN nposefenus TUP  npobupkn B - g4eiku
PEAKLMOHHOrO MOAYSIS MPME0PA (yHKM MPOHYMEPOBAHLI, 3TY HOMEPA MUCTIONbL3YIOTCS
B OANbHENLIEM [/ MPOrPAMMUPOBAHMS MOMOXEHWS MPO6 B AMMAnMdUKATOPE).

3. 3anporpaMMMPOBATE NPUBOP LIS BbIMOSIHEHWS MPOrPAMMbl  AMMINPUKALMM 1
aetekummn  GryopecLEeHTHOro  CUrHaNA  crnegys  QaroputMmy  NpOrpaMMHOro
obecneveHus.

Mcnonb3oBaTh KAHASLI C ANIMHOM BOSHBI CBETA (BO36YXaeHWe / oeTekums)
o  470+15 HM / 520+15 HM
o  580+10 HM / 623+14 HM

304aTb crefyoLlme NApaMeTpbl SKCNepUMEHTa:

MNpotokon amMmnnndukaumm

Lar TeMcn’e?g P Bpemsi naky6auum KonuyecTso LmKnos
AHTUKOHTAMUHALMOHHAS O6PABOTKA 50 2 MUH 1
MpensapuUTensHAS AeHATypaLms 95 5 MUH 1
[eHaTypaums 95 10 cek

45
Omxur/detekums 60 30 cek
* - cmoTpwuTe lMNpurnoxeHne 1 Tabnmua COOTHOLLEHNS KOHOOB 1 KpacuTenemn
TO6J'IVILI,G COOTHOLUEeHUA KOHAJ10B U KpGCVITeJ'IeVI
BoséyxpeHue [eTtekums Kpacutenu
470+15 520+15 FAM, SYBR Green, Fluorescein, EvaGreen, AlexaFluor 488
520+10 558+11 JOE, VIC, HEX, TET, Yakima Yellow, CAL Fluor Gold 540
ROX, Cy3.5, CAL Fluor Red 610, Texas Red, Alexa Fluor 568
580+10 623+14
640+10 682+14 Cy5, Quasar 670, Alexa Fluor 633
662+10 M+12 Quasar 705, Alexa Fluor 680



B. UHTepnpeTauusa pesynbTaros

AHOM3  Pe3ynbTATOB MPOBOAST C  MOMOLLBD  MPOrPAMMHOrO  o6ecnedeHus
MCNOMb3yeMoro npuéopa ans nposenenus MNLP ¢ geTekumen B pexmme «peasbHOro
BPEMEHM.

AHOAM3MPYIOT KpMBbIE HAKOMIEHNS $STYOPECLIEHTHOrO CUrHANA MO ABYM KAHOIAM:

- no kaHany ans enyopodpopa FAM pernctpmpyetcs CUrHasn, CBUAETENbCTBYIOLLMIA O
HaKonneHun npoaykTa amnnneunkaunm ¢parmeHta OHK Pseudomonas syringae,

- no kaHany gna ¢éayopodopa ROX pernctpmpyercs CUrHas, CBMAETENbCTBYIOLLMNA O
HakonneHun npoaykTa amnnndmkaumm OHK BKO.

PesynbTaThl  MHTEPNPETUPYIOTCS  HO  OCHOBAHWMM  HOMMUMS (MM OTCYTCTBMS)
nepeceyeHns Kpueor GbIyopecUeHUMM € YCTOHOBIEHHOM HO  COOTBETCTBYIOLLEM
YPOBHE MOPOroBoi SIMHMEN (YCTAHABMAMBOETCH B CepeduHe JMHEMHOro Y4yacTka
MPUPOCTA GITyOPECLEHUMM MNOSNIOXMUTENBHOTO KOHTPOJA B JIOrAPUOMUUECKON LKase),
yTO onpegenseT HanMume (Mn oTCyTCTBKE) N OAHHOM NPOGkl 3HAYEHUS NOPOrOBOro
umkna Ct B cooTBeTCTBYOLLEN rpade B TAGNMLE PE3YSIbTATOB.

PesynbTaT amMnavoukaumm NO KAHAY CUYMTAETCS MONOXUTENbHBIM, €Cnn  KPUBAS
OOHOKPATHO NepecekaeTcs C MOPOroBOn NMMHNEN B O6NACTM AOCTOBEPHOIrO NPUPOCTA
dnyopecueHuMY, OTPULUATENLHBIM B Cydae OTCYTCTBUSI MepeceyeHust KPWBOM C
Moporoso NMHuen (HeT aHadeHms Ct nnm Cg), COMHUTESbHBIM BO BCEX OPYrMX ClyyasX.
TecT cuntaeTcsd ycnewHbiM, ecnm 3pPEKTUBHO M KOPPEKTHO MPOoLLnM o6e CTOLMM:
Bblgenenus OHK n MLP.

MpuHUMN MHTepNpeTauuKu Pe3ynbTATOB CNeAYIOWMA:

— 06pa3eL, CUMTOETCS NOSTIOXNUTESbHLIM Mo coaepxanuo OHK Pseudomonas syringae,
ecnu Ha kaHane FAM nony4deHo 3HayeHne noporoeoro uukna Ct, He npeebiatoLLee
rPaHUYHOE 3HaYeHue - 38.

— 06pa3eL, CYUNTAETCS oTpULATENbHBIM No conepxanuto OHK Pseuadomonas syringae,
ecnu Ha kaHane FAM otcytcTtyeT 3HaveHue Ct nnm nonyyeHo 3HaveHmne Ct 6onee 38,
a no kaHany ROX He 6onee 38.

— 06pa3zeL, CYUTAETCH COMHUTESIbHBIM B C/Ty4de NOTy4YEeHUS COMHUTENBHOMO Pe3ynbTaTa
no no6éoMy 13  KaHanoB.  PekomeHoyeTcs  MOBTOPHOE  UCCRNeoBAHME
COOTBETCTBYIOLLLEro 06pa3La.

PeSyJ'IbTGTbI MUP-nccnegosanmns  cuMTaloTcs AOCTOBEepHbIMY, €eClZin  NOoJy4eHbl
npaBwWibHble Pe3ysbTATbl OJId KOHTPOJIbHbIX 06p03LI,OB B COOTBETCTBUM C TOAGNULEN
OLEHKU pe3yNbTATOB KOHTPOSbHbIX PEeAKL M.

Ta6nMUA OLEHKM PesysibTAaTOB KOHTPOJSIbHBIX PeaKLMA

OKO OkcTpakuma AHK HeT =38
K- nup HeT HeT
K+ nup =38 HeT

Db PEeKTUBHOCTL CTOAMM BbIOENEHNS OLEHMBAETCS A1 KAXA0W MPO6bl MHONMBMAYANBHO

Mo MPUCYTCTBUIO B guyerke curHana no kanany ROX. Ecnu curHan B kaHane ROX

OTCYTCTBYET WMNM MNpeBbIlLAeT 3HAYeHne Ct 6onee 38, CnefoBATENbHO, BblAENEHWe
3



NPEOLLNO HEYOOYHO, U TECTUPOBAHME OB6PA3LA HEOBXOAMMO MOBTOPUTb, HAUYMHAS CO
CTAOMM BblOeNeHms.

BHUMAHWE!

1. Ecnu ong nonoxurensHoro koHtpons atana MUP (K+) no kaHany FAM sHavexve Ct
OTCYTCTBYET WM MPEBLILLIOET MPAHUYHOE 3HAYEHME, HEOBXOANMMO MoBTOPUTL [LIP-
nccnegoBaHWe Ons BCEX O6PA3LO0B, B KOTOPLIX HE o6HapyxeHa OHK Pseudomonas
syringae, Ha4MHas ¢ aTana akcTpakumm OHK.

2. Ecniv ons oTprLaTensHoro KoHTpons aketpakumm JHK (OKO) n/unu oTpruaTensHoro
koHTpona MLP (K-) no kaHany FAM nonyyeHo sHadveHre Ct, HeO6X0OMMO MOBTOPUTD
nccnegoBaHWe Onsg BCEX O6pPA3LOB, B KOTOPbLIX O6HapyxeHa OHK Pseudomonas
Ssyringae, Ha4MHas ¢ aTana akcTpakumm OHK.

Ycnosus xpaHeHus

Ha6op ana noctaHoBku MNLUP xpaHWTL B MECTE, 3ALLMLLIEHHOM OT MONOAAHUS CBETA: NPU
+25 °C - 7gHein; npu +4 °C — 4 mecaua; npu -20°C - 18 Mmecaues. JonyckaeTca He 6onee
50 UMKNOB 30MOPAXMBAHUA-PA3IMOPAKNBAHKS.

Ycnosus TPOHCMOPTUPOBKU
Ha6op ons noctanosku MUP nepesoants npun TemnepaTtype 0 - +4 °C.



